Background: The effect of the blood urea nitrogen (BUN) to creatinine (Cr) ratio (henceforth BUN/Cr) on haemorrhagic transformation (HT) of acute ischaemic stroke (AIS) patients is unclear. Methods: AIS patients in the West China Hospital, Sichuan University, Chengdu, China, admitted within seven days from stroke onset (2012)(2013)(2014)(2015)(2016) were included in the study. Baseline data, including BUN and Cr levels, were collected. The outcome was defined as HT during hospitalization.
Background
Acute ischaemic stroke (AIS) is a devastating condition with high mortality and morbidity, which is often complicated by haemorrhagic transformation (HT) and is potentially linked to clinical deterioration [1, 2] . The active exploration of the risk factors for HT has clinical significance as it could help clinicians identify potential risks, adjust the therapeutic schedule, reduce the occurrence of HT and consequently improve the quality of life for patients. Approximately 30% of AIS patients present with renal dysfunction [3] , which is considered an independent prognostic indicator of poor clinical outcomes [4] . Exploring biomarkers of kidney impairment could be helpful to evaluating cerebral microvascular risk and correlation of stroke complications [5] . Studies have demonstrated that the estimated glomerular filtration rate (eGFR) is associated with HT [6, 7] . Besides the eGFR, blood urea nitrogen (BUN) and creatinine (Cr) are also used for evaluating renal function.
Recently, the BUN-to-Cr ratio (BUN/Cr) has emerged as an independent prognostic indicator of poor outcomes in different disease conditions, such as acute and chronic heart failure [8] [9] [10] [11] , acute and chronic kidney injury [12, 13] and ischaemic stroke [14] . Studies have indicated that an elevated BUN/Cr may be a potential marker for early neurological deterioration and a three-month outcome in AIS patients [14] [15] [16] [17] [18] . In addition, an elevated BUN/Cr is reportedly an independent risk factor for venous thromboembolism in AIS patients [19] . However, there was no research focusing on the association between BUN/Cr and the risk of HT in AIS. Therefore, in this study, we investigated the association between BUN/Cr and HT in AIS patients.
Methods

Study population
In this study, we included adult patients admitted to West China Hospital, Sichuan University, Chengdu, China, within 7 days of first-ever AIS onset between January 2012 and December 2016. Given the retrospective nature of the study, requirement for informed consent was waived by the Institution review board of of West China Hospital, Sichuan University, Chengdu, People's Republic of China. All patients were diagnosed with AIS on the basis of the World Health Organization criteria and the Trial of Org 10,172 in Acute Stroke Treatment criteria [20, 21] . The diagnosis was further confirmed by magnetic resonance imaging (MRI) or computed tomography (CT). The patients were entered consecutively and prospectively into the Chengdu Stroke Registry [22] . Informed consent of the patients was not needed, because the current study was a database-based analysis not experimental research on humans. Patients were, however, excluded from the study if: (i) they were diagnosed with primary subarachnoid haemorrhage or intracerebral haemorrhage on the basis of first-time head CT scans (ii) they had severe liver disease or end-stage renal disease or (iii) their BUN or Cr values were unavailable on admission.
Data collection and outcome
The following data were collected by reviewing the patients' medical records: demographic characteristics (age and gender), stroke risk factors (history of diabetes mellitus [DM], hypertension, dyslipidaemia, atrial fibrillation [AF], smoking status, alcohol consumption), interval of symptom onset, stroke severity on admission and laboratory data. In addition, the data on stroke severity was assessed using the National Institutes of Health Stroke Scale (NIHSS) from the case files [23] . HT was defined as haemorrhage inside the infarct region or parenchyma outside the infarct territory on a follow-up CT or MRI [24] .
Statistical analysis
In this study, data were presented as mean ± standard deviation (normal distribution) or median (quartile; skewed distribution) for continuous variables and as a frequency or a percentage for categorical variables. The statistical difference between within-population characteristics were determined using analysis of variance (normal distribution), Kruskal-Wallis H test (skewed distribution) and chi-squared test (categorical variables). The statistical software packages used were R (http://www.R-project.org, The R Foundation) and EmpowerStats (http://www. empowerstats.com, X&Y Solutions, Inc., Boston, MA, USA). First, we used a univariate linear regression model to assess the relationship between BUN/Cr and HT. Both univariate and multivariate models with crude and adjusted odds ratios (ORs) were listed. We used the generalized additive model (GAM) model to adjust the continuous variables in the model II. Covariates significantly associated with the response variable (P < 0.05) or changed the effect estimate by 10% or more were retained in the final adjusted model [25] . Second, we used the GAM to identify the nonlinear relationship between BUN/Cr and HT. If a nonlinear correlation was detected, a two-piecewise linear regression model was then used to determine the threshold effect of BUN/Cr on HT in accordance with the smoothing plot. When the BUN/Cr:HT ratio appeared obvious in the smoothing plot, the inflection point was figured automatically by the recursive method using the maximum model likelihood [26] . Finally, we inspected the modification and interaction of subgroups using the likelihood ratio test. Two-tailed P < 0.05 was considered statistically significant.
Results
Study participants and baseline characteristics
Of the 3458 participants in the Chengdu Stroke Registry, our data analyses were limited to 1738 subjects from West China Hospital. Please refer to Additional file 1: Figure S1 for a flowchart. The average age of the participants was 62.7 ± 14.0 years, and~60.2% of them were male. The average baseline NIHSS was 6.53 ± 6.26. Table 1 lists the baseline characteristics. Compared to the high level (T3) of BUN/Cr group, participants in the other two groups (T1 and T2) were younger and had a higher percentage of males, higher baseline Cr and higher alcohol intake; were smokers; had a lower baseline NIHSS, BUN and high-density lipoprotein (HDL); and had a lower rate of history of AF and severe stroke.
Univariate analysis
A univariate linear regression model was used to evaluate the association between BUN/Cr and HT. Additional file 1: Table S1 summarizes the results of the analysis. The analysis revealed that age, a history of AF and stroke severity are correlated with a higher risk of HT, whereas baseline blood platelet, albumin, cholesterol and low-density lipoprotein (LDL) levels are associated with a lower risk of HT (Additional file 1: Table S1 ).
Results of analysis of the BUN/Cr-HT relationship
As shown in Table 2 , BUN/Cr displayed a positive correlation with HT in the crude model (OR = 1.03; 95% CI: [1.01-1.05]; P = 0.0019). In the adjusted model (age, blood platelet, albumin, baseline NIHSS, triglycerides and LDL), the result remained stable (OR = 1.02; 95% CI: [1.00-1.05]; P = 0.03). For sensitivity analysis, BUN/Cr was considered a categorical variable (tripartite) and a similar trend was found (P for trend < 0.01; see Table 2 ).
Analyses of the BUN/Cr-HT nonlinear relationship
It is essential to analyse nonlinear relationships for continuous variables. In this study (Fig. 1) , we detected a nonlinear relationship between BUN/Cr and HT after adjusting the age, blood platelet, albumin, stroke severity, triglycerides and LDL. Using the two-piecewise linear regression model, we calculated the inflection point as 30.71. The OR (95% CI) and P values were 1.05 (1.02, 1.08) and 0.0029, respectively, on the left of the inflection point. However, on the right of the inflection point, the BUN/Cr-HT relationship Fig. 1 and Table 3 .
Subgroup analyses
The results of our subgroup analyses are presented in Table 4 . After adjusting potential confounders, we found that the test for interaction was statistically significant for a history of DM (P for interaction = 0.04) but not for age, sex, history of hypertension, hyperlipidaemia, AF, blood platelet, albumin, stroke severity, triglycerides, total cholesterol, HDL and LDL. We also found evidence of BUN/ Cr-DM interaction. The effect of BUN/Cr on HT significantly differed between patients with and without DM. BUN/Cr had a positive correlation with HT (OR = 1.07, 95% CI: [1.02, 1.12]) in DM patients but no significant relationship with HT in patients without DM. Moreover, we observed that BUN/Cr was positively correlated with HT when BUN/Cr was less than 30.71 (Table 4) .
Discussion
This study revealed that BUN/Cr is significantly associated with HT in a linear fashion in AIS patients, with an apparent inflection point demarcating the HT difference. These results support a revision in how we anticipate the prognosis for AIS patients. In addition, we found an interaction between BUN/Cr and DM and HT (P for interaction = 0.04). BUN/Cr had a positive correlation with HT (OR = 1.07; 95% CI: [1.02, 1.12]) in DM patients but no significant relationship with HT in patients without DM. As mentioned before, an elevated BUN/Cr indicates serious medical conditions and poor prognosis in patients with acute kidney injury and acute heart failure [8, 12] . Previous studies have shown that impaired kidney function involves an excess risk of bleeding, which might contribute to platelet dysfunction coupled with abnormal platelet-blood vessel wall interaction [27] . Renal dysfunction has also been reported to be linked with small-vessel cerebrovascular disease and increased risk of haemorrhagic microangiopathy, which might be eventually attributable to cerebral haemorrhage [28] [29] [30] [31] . Therefore, an elevated BUN/Cr might explain why the risk of HT increases in AIS patients. In addition, kidney impairment has been linked to inflammation as well as endothelial dysfunction. Microinflammation in kidney impairment might improve vascular activation and leukocyte infiltration in the etiopathogenesis of HT. Finally, bleeding in patients with kidney impairment might be due to a disturbance in the coagulation system [29] . On the basis of our data and these existing reports, we speculate that an elevated BUN/Cr increases the risk of HT probably by increasing the prevalence of small-vessel cerebrovascular disease. This should be confirmed directly by the biomarkers of small-vessel diseases.
It is essential to explore subgroup analyses for a scientific study [32] . In this study, we found that an elevated BUN/Cr has a positive correlation with HT in AIS patients with DM. About 30% of AIS patients have DM, and diabetics suffer the worst clinical outcomes from strokes [33, 34] ; therefore, improving outcomes in the diabetic subgroup is of great importance. Studies have established a close link between HT and arteriosclerosis as well as microvascular impairment [35] , which might be induced by persistent high blood glucose. Previous studies have also shown that DM/hyperglycaemia is linked to HT [36] [37] [38] [39] [40] [41] , indicating that DM might influence the process of haemorrhaging. With relative microvascular fragility [42] , DM might account for earlier and greater cerebrovascular damage in HT patients. Therefore, our results could be interpreted as microvascular damage and arteriosclerosis being the major cause of HT [43] [44] [45] and BUN/Cr being an important parameter in appraising chronic vascular complications. This study had several unique strengths. First, we discovered a nonlinear BUN/Cr-HT relationship, which might contribute to revealing the real association between BUN/Cr and HT. The GAM is good at handling nonlinear relationships because it can cope with nonparametric smoothing and configure a regression spline [26] . Second, although potential confounding factors in the study were unavoidable, we used strict statistical adjustment to minimize residual confounding. Third, modifier factor analysis took full advantage of the data. Also, subgroup analysis found a positive correlation of BUN/Cr with HT in DM patients. The study also had several potential concerns or limitations. First, this was an observational analysis and there were some differences in the baseline characteristics among the three patient groups. Second, the study was single-centre-based, so further studies are required in order to verify our extrapolation. The number of patients in each subgroup was relatively low, which might indicate undervaluation of the BUN/Cr-HT relationship. Third, symptomatic haemorrhage was not analysed independently. Four, data of a large infarct area, the degree of leukoaraiosis and a combination of biomarkers of small-vessel diseases were not analysed. Finally, the predictive effect of BUN/Cr on HT in different phases of AIS was not disclosed. Therefore, more high-quality studies are required in order to explore the different effects of BUN/Cr on HT in the early and late phases of AIS.
Conclusion
The results of this study showed that BUN/Cr is an independent predictor for HT in AIS patients. BUN/Cr is positively correlated with HT when patients have DM.
Further studies are required in order to elucidate the association between renal insufficiency and HT in terms of clinical outcomes after AIS, in addition to further confirmation of our findings in an independent study.
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